. DLD-1 cells exhibit the characteristic morphology of polarized epithelial cells with a well-developed circumferential actomyosin belt. (A) DLD-1 cells doubly stained for ZO-1 and -catenin. Vertical images are shown. ZO-1 accumulates at apical cell-cell boundaries, whereas -catenin accumulates at the lateral membranes of the cells. (B) Confocal images of DLD-1 cells doubly stained for ZO-1 and F-actin at top and middle levels. The circumferential actomyosin belt indicated by F-actin staining is localized along apical cell-cell boundaries marked by . At the lateral membranes, F-actin staining exhibits fibrous structures. (C) DLD-1 cells doubly stained for F-actin and myosin IIA. The circumferential actomyosin belt is localized along apical cell-cell boundaries (arrows). Bars, 10 µm. (451-466 aa) . Although this antibody is very weak for using in Western blotting and immunostaining to detect endogenous Lulu2, it can be used for the immunoprecipitation of endogenous Lulu2. Myc-tagged Lulu2 proteins expressed in MDCK cells were efficiently immunoprecipitated with the antibody but not control rabbit IgG (E), indicating that Lulu2 protein can be immunoprecipitated with the antibody. (E) Immunoprecipitated Myc-tagged Lulu2 was detected by anti-Myc antibody. (F) Lysates of DLD-1 cells were subjected to immunoprecipitation using control rabbit IgG or the anti-Lulu2 antibody. Immunoprecipitated endogenous Lulu2 was detected by the antibody (rabbit) or goat anti-Lulu2 antibody (goat). These antibodies commonly detected a band of 55 kD in the immunoprecipitant, which might correspond to endogenous Lulu2 in DLD-1 cells. Asterisks indicate the heavy chains of the antibodies. Western blots using a 10 or 7% gel are shown. Bars, 20 µm. (MBP pull-down) . Precipitated proteins were detected by immunoblotting using anti-MBP or -GST antibodies. In these three concentrations, GST-C4PBM, but not GST, efficiently binds to MBP-FERM, but not MBP, indicating that the FERM domain binds to C4PBM in vitro. (D) GST-FERM-FA, GST-FERM domain, and GST-FA domain (1 µg each) were subjected to in vitro kinase assays with the catalytic subunit of PKA purified from bovine heart (Sigma-Aldrich) or eluted HA-PKC- (used in E). 1 U PKA protein was used. PKA and PKC- efficiently phosphorylates GST-FERM-FA and GST-FA but not GST-FERM. (E) HA-PKC- and HA-PKC- used in Fig. 7 B and 
